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SUPPLEMENTAL MATERIALS Supplemental Figure S1. Knockdown of ARFs
HeLa cells were treated with a pool of siRNAs against LacZ (control), ARF1, ARF4, ARF1+4, ARF1+3, ARF1+5, ARF3+4, ARF3+5, or ARF4+5, and then subjected to immunoblot analysis using antibodies against the indicated proteins.
Supplemental Figure S2. Localization of ERGIC53 and Vps35 in cells depleted of ARF1+4
HeLa cells were treated with a pool of siRNAs as indicated, and then stained for ERGIC53 or Vps35. Figure S3 . Knockdown of ARF1 and ARF4 with an independent set of siRNAs HeLa cells were treated with an independent set of siRNAs (') against ARF1 and ARF4, and either subjected to immunoblot analysis using antibodies against the indicated proteins (A) or immunostained for EEA1, TfnR, Rab11, CI-MPR, TGN46, or golgin-245 (B and C). Bars, 20 μm. Figure S4 . Depletion of ARF1 and ARF3 delays Tfn recycling (A) HeLa cells treated with siRNAs against LacZ or ARF1+3 were serum-starved for 3 hr and then incubated at 4°C for 50 min with Alexa Fluor 555-conjugated Tfn. After washing out excess fluorescent Tfn, the cells were incubated in holo-Tfn-containing medium at 37°C for the indicated time periods. Significant amounts of Tfn remained in cells depleted of ARF1+3. Bars, 20 μm.
Supplemental

Supplemental Figure S5. Expression level of AP-1 was not affected in cells depleted of ARF1+4
HeLa cells were treated with a pool of siRNAs against LacZ or ARF1+4, and then subjected to immunoblot analysis using antibodies against the indicated proteins.
Supplemental Figure S6. Depletion of ARF1 and ARF3 does not affect retrograde transport of CD-MPR from endosomes to the Golgi complex
Cells stably expressing EGFP-CD-MPR were treated with siRNAs against LacZ (A) or both ARF1 and ARF3 (B). The cells were incubated at 19.5°C for 50 min with anti-GFP antibody to allow the antibody to accumulate in early endosomes (A and B, 0 min) , and then chased at 37°C for indicated times. The cells were then immunostained for GFP and golgin-245. Bars, 20 μm. The endosome-to-Golgi retrograde transport of CD-MPR was not significantly affected in double-knockdown cells.
Supplemental Figure S7. Localization of TfnR and TGN46 in cells depleted of β-COP or GBF1
HeLa cells were treated with a pool of siRNAs as indicated, and then stained for TfnR, TGN46, CI-MPR, and GBF1.
Supplemental Video 1. Time-lapse imaging of TfnR-EGFP in control cells
HeLa cells stably expressing TfnR-EGFP were transfected with siRNA for LacZ, incubated at 37°C for 30 min with Alexa Fluor 555-conjugated Tfn, and subjected to time-lapse recording. Images were acquired sequentially every 2 seconds. Videos correspond to 10 frames per second.
Supplemental Video 2. Time-lapse imaging of TfnR-EGFP in cells depleted of ARF1
and ARF4
HeLa cells stably expressing TfnR-EGFP were transfected with siRNAs against ARF1 and ARF4, incubated at 37°C for 30 min with Alexa Fluor 555-conjugated Tfn, and subjected to time-lapse recording. Images were acquired sequentially every 2 seconds.
Videos correspond to 10 frames per second.
